experiments, cholesterol was added to the bath solution (final concentration of 2 μM) to stimulate exocytosis. All chemicals were purchased from Sigma (St. Louis, MO).
DEPLETION, REPLETION, AND MEASUREMENT OF MEMBRANE CHOLESTEROL CONTENT
Membrane cholesterol was depleted by pre-incubating cells with 5 mM methyl-βcyclodextrin (MβCD) for 30 minutes at 37 ºC followed by rinsing. Reduction of cholesterol content was also achieved by culturing cells in medium containing lipoprotein deficient serum (LPDS, Sigma) instead of fetal bovine serum for 4-6 days prior to the experiment (4).
In some experiments, membrane cholesterol was sequestered using cholesterol-binding reagent -filipin (5) . Specifically, cells were incubated with filipin (4 μg/ml) in dark for 15 minutes at room temperature followed by thorough rinsing before imaging.
Membrane cholesterol can be replenished after MβCD treatment using cholesterolsaturated MβCD (6) . To prepare MβCD-cholesterol complex, 5% MβCD aqueous solution was heated to 80ºC, and cholesterol dissolved in chloroform:methanol (1:2) was added dropwise till the solution was clear to reach MβCD:cholesterol molar ratio of 9.78:1. Water was removed subsequently by evaporation in vacuum for one hour, and the resulting film of MβCD-cholesterol complex was dissolved in water as stock. Cholesterol loading was realized by incubating cells in the bath solution containing 5 mM MβCD-cholesterol complex for one hour at 37 ºC. Analysis of the cholesterol content of the plasma membrane was carried out by centrifuging cells at 4000 rpm for 5 minutes at room temperature, And lysis of cell precipitate with complete RIPA cell lysis buffer (pH 7.4, Santa Cruz, CA) at 4 ºC. The cell lysate was centrifuged for 5 minutes at 500g (4 ºC) to remove nuclear fragments, and the supernatant was then centrifuged at 40,000g for 30 minutes (4 ºC). The resulting membrane pellet was dissolved in 50 mM Tris buffer (pH 7.4) to final concentration of 0.1 mg/μl. Finally, cholesterol content was determined using the Amplex Red Cholesterol Assay Kit (Invitrogen, CA) and a Flx 800 fluorometer (BioTek, VT). FIGURE S1 Cholesterol level of 5 mM MβCD treated and cholesterol replenished cells (normalized to the control cells from the same passage). Cholesterol was reduced to 67.7 ± 2.8% after 5 mM MβCD application, and it was elevated to 167.6 ± 25.4%) when cholesterol was supplemented by cholesterol loaded MβCD. The statistics was from 3 cell cultures. 
CHOLESTEROL DEPLETION DID NOT AFFECT CELL VIABILITY, MORPHOLOGY AND ADHESION

PRE-SPIKE FOOT ARE REDUCED BY CHOLESTEROL DEPLETION
FIGURE S5
Cholesterol depletion reduces the pre-spike foot signal. Analyses are based on the same data set presented in Fig. 1 and 2. (A) An example amperometric signal with prespike foot. The duration of the foot segment (t foot ) starts from the time point when the current signal exceeds the baseline noise and ends at the time point where the linear extrapolation of the main-spike rising phase intercepts with the baseline (dark dashed line). Q foot is the charge integral of the foot segment. I foot is the approaching plateau value determined by exponential fitting of the foot signal. (B), (C) and (D) Normalized percentage of footed-event, foot amplitude, and foot charge. In 5 mM MβCD protocol, the foot percentage decreased from 30.2% to 15.8%; I foot decreased from 1.56 ± 0.11 pA to 1.32 ± 0.18 pA; Q foot decreased from 6.45 ± 0.62 fC to 4.65 ± 0.74 fC (the first paired columns; normalized to the first exocytotic response; 211 footed-events in the first response and 44 footed-events in the second response from 14 cells). In the control protocol, the foot percentage increased from 24.1% to 36.1%;
